Objective: The study aimed at analyzing the epidemiology and outcomes of liver cirrhosis patients undergoing gram-negative bacterial bloodstream infection.
INTRODUCTION
Liver cirrhosis is a big threat to people's health in China. It is well known that China has a high HBV infection rate [1] . According to the statistics, there are about 120 million hepatitis B surface antigen (HBsAg) carriers and nearly 300,000 individuals die from HBVrelated liver diseases each year in China [2] . Bloodstream infection (BSI) may be responsible for the high mortality [3] . BSI is one of the serious complications of cirrhosis, representing an important reason for liver failure and death. It has been reported that the occurrence of infection in cirrhosis patients is 10 times more than that in noncirrhosis individuals [4] . Several risk factors have been confirmed to be connected with the development of BSI in liver cirrhosis patients, such as liver failure, long time of hospital stay, spontaneous bacterial peritonitis (SBP) history, and advanced cirrhosis stage, etc [3, 5] . Timely and appropriate antibiotic treatments are vitally important for prognosis in liver cirrhosis patients developing to BSI [6] . Therefore, it is necessary to investigate the epidemiology of infection and antibiotics sensitivity, thus guiding treatments in liver cirrhosis patients.
The gram-negative bacteria such as Escherichia coli and Klebsiella pneumoniae are the leading causes for BSI, especially among those hospitalized patients [7] . Gram-negative bacterial infection is a serious challenge in clinic, and its incidence exists differences among different age groups, genders, and populations [8] . At the present time, the third-generation cephalosporin is believed to be the first choice for empirical treatments due to its high antibacterial activity to gram-negative bacteria and good tolerance [9] . However, it is worthy noting that the incidence of multidrug-resistant (MDR) gram-negative bacteria has been increasing in recent years, leading to antibacterial therapy failures and poor outcomes [10] [11] [12] . In addition, the distribution of pathogens is distinct in different geographic locations, even in different hospitals located at the same district [13] [14] [15] . Therefore, the better knowledge about local epidemiology of gram negative bacteria infection is necessary. However, such a retrospective study with a large sample size is rarely reported in China.
Nosocomial infection is a kind of infection occurring in the hospital environments, such as general wards, ICU, operating rooms, etc, which is resulted from various risk factors, including older age, surgical intervention, and prolonged hospital stays [16] . It has been demonstrated that about 8.7% hospitalized patients may suffer from the infections, and the rate has significantly increased in liver cirrhosis patients admitted to hospital [7, 17] . Previous studies have also reported that the bacterial distribution and antibiotic resistance are significantly different between nosocomial and community-acquired SBP [18] . However, few studies investigate the clinical and microbiological characteristics of gram-negative bacterial infection according to acquisition sites of infections.
In this study, we evaluated the microbiological epidemiology of gram-negative bacterial BSI and potential risk factors for 30-day mortality in liver cirrhosis patients. In addition, the antibiotic susceptibility tests were also performed. The present study was scheduled in Beijing 302 hospital of China, one of the largest infectious disease hospitals in China. Tens of thousands of patients from all over the country are admitted to the hospital for cirrhosis annually. Thus, the results obtained in this study had a certain representation.
RESULTS

Baseline characteristics of the included patients
During the study period, 508 eligible patients were enrolled in the current study, including 390 males (76.77%) and 118 females (23.23%), with the average age of 50.96 ± 11.47 years of age. Among these patients, 82 of them (16.14%) were admitted to ICU unit (Table 1) .
HBV was the most common reason for liver cirrhosis, which accounted for 64.76% and was followed by alcohol (11.81%) and hepatitis C (10.04%). Some of the patients presented liver failure (23.42%) and other patients (27.76%) were diagnosed with cirrhosis combined with hepatocellular carcinoma. According to Child-Pugh score, 9.05% patients were grouped to Class A and 33.07% patients were grouped to Class B, while over half of the patients (57.68%) were confirmed as Class C ( Table 1) .
The baseline information of BSI is summarized in Table 1 . More than half of the patients (58.86%) were confirmed as nosocomial infection, and 20.28% patients were with infection history less than 2 years. Primary infection was the main source for BSI (accounting for 54.33%), and SBP was the second source for infection (accounting for 40.16%). Other infection sources included lung (4.72%) and urinary tract (0.79%). Fever was the most frequently observed symptom and 96.65% patients initially presented this symptom. Chilly occurred in 49.41% patients. Some complications were observed in the enrolled patients, containing hepatic encephalopathy (12.40%) and hepato-renal syndrome (5.31%). Furthermore, 9.25% patients were diagnosed with more than one complications, and 21.65% patients presented with septic shock (Table 1) .
In addition, laboratory data suggested that the average WBC of eligible patients was 6.62 ± 5.37 (cells×10 3 /μL), while serum neutrophil was 69.68% ± 16.57%. Results in vitro experiments proved that 72.24% patients received appropriate antibiotics within 12h (Table 1) .
Clinical characteristics of survivors and nonsurvivors
The primary outcomes of enrolled patients were evaluated by using the 30-mortality. In the present study, 131 cirrhosis patients (25.79%) died within 30 days after BSI diagnosis. The clinical characteristics were compared between survivors and non-survivors. The results of analyses indicated that age, ICU admission, combined with liver failure, Child-Pugh score, the rate of nosocomial infection, BSI source, occurrence of fever and chilly, complications, septic shock, and laboratory data were significantly different between survivors and no-survivors (P<0.05 for all). Furthermore, patients receiving appropriate antibiotics within 12h after BSI onset had a higher survival rate than those who were treated with impertinent antibiotics (P=0.008). In addition, the gender rate, types of liver disease, and occurrence of hepatocellular carcinoma were similar between survivors and non-survivors (P>0.05 for all) ( Table 1) .
Comparison of clinical characteristics between nosocomial and community-acquired infection
Among the patients, 299 of them (58.86%) were diagnosed with nosocomial BSI. The effects of acquisition sites of infection on clinical characteristics were investigated in the current study. Results demonstrated that Child-Pugh grade (P=0.020), liver failure (P=0.001), infection history within 2 years (P=0.000), WBC (P=0.001) and serum neutrophil (P=0.000) were obviously different between nosocomial infection and communityacquired infection. Moreover, nosocomial infection was significantly correlated with inappropriate antibiotics within 12h (P=0.016) and high 30-day mortality (P=0.002) ( Table 1) .
Bacterial distributions of the survivors and nonsurvivors
In our early study [19] , Escherichia coli was the most common pathogen, which accounted for 48.23% and was followed by Klebsiella pneumoniae (19.29%). Some other common isolates included Aeromomas species (5.91%), Enterobacter cloacae (3.74%), Acinetobacter baumanii (3.15%), Pseudomonas aeruginosa (1.77%), Stenotrophomonas maltophilia (1.18%), and others (14.76%). Additionally, 1.97% patients were proved to be infected by more than one pathogenic bacteria ( Table 2) .
ESBL statuses of Escherichia coli and Klebsiella pneumoniae were evaluated in the current study. Approximately 40.12% of Escherichia coli and Klebsiella pneumoniae presented positive ESBL and the rest (59.88%) was negative ( Table 2) .
We compared the epidemiological distributions between survivors and non-survivors. The results suggested that the distribution of Acinetobacter baumanii was significantly different between survivors and nonsurvivors (P=0.001), while the occurrence rate of other pathogens was similar between survivors and nonsurvivors (P>0.05 for all). In addition, the distribution of ESBL producing pathogens was also similar between survivors and non-survivors (P=0.061) ( Table 2) .
Comparison of epidemiological distribution between nosocomial BSI and communityacquired BSI
Chi-square test was applied to compare the distribution of pathogens between nosocomial BSI and community-acquired BSI. The results showed that the distributions of Klebsiella pneumoniae (P=0.047), Pseudomonas aeruginosa (P=0.011), Enterobacter cloacae (P=0.022), Acinetobacter baumanii (P=0.018), Stenotrophomonas maltophilia (P=0.039) and others (P=0.046) were markedly different between patients diagnosed with nosocomial BSI and those who were confirmed to be community acquired BSI. However, the occurrence rates of Escherichia coli, Aeromonas species, and mixed were similar between the comparable groups (P>0.05 for all). Additionally, the distribution of ESBL producing pathogens was similar between BSI acquired from different sites ( Table 2) .
Drug sensitivity analysis
Drug sensitivity test was carried out in the current study. About 91.65% isolates were sensitive to Piperacillin/ tazobactam. Compared with Piperacillin/tazobactam, the isolated pathogens were more sensitive to carbapenems, with an average sensitive rate of 96.025%, and Amikacin (96.62%) (P<0.05 for both). In addition, the sensitive rates of cefepime (75.97%), cefoperazone (68.10%), cefotaxime (64.65%), ceftazidime (73.33%), ceftriaxone (63.19%), gatifloxacin (71.50%), and levofloxacin (70.25) were significantly lower than that of Piperacillin/tazobactam (P<0.05 for all) (Table 3) .
Additionally, the overall survival analyses were carried out for recruited patients in accordance with the β-lactamase inhibitors resistance of their isolated pathogens. Survival curves demonstrated that patients infected by piperacllin/tazobactam or cefperazone/ sulbactam resistant pathogens had a significantly poor survival rate (log rank test, P<0.05 for both) ( Figures 1A  and 1B ).
Drug sensitivity analysis between nosocimial BSI and community-acquired BSI
In the present study, we compared antibiotics sensitivity between pathogens isolated from nosocomial BSI and other sites. The results demonstrated that the pathogens isolated from hospital-acquired BSI had a higher resistant rate to carbapenems than those isolated from community-acquired BSI (P<0.05). However, the drug resistances of other antibiotics were not influenced by the sites of infection (P>0.05 for all) ( Table 4) . 
Association between MDR bacteria infection and clinical characteristics in liver cirrhosis patients
According to the drug sensitivity analysis, 186 isolates were defined as MDR bacteria, and the percentage of MDR isolates was 36.61%. In the current study, all the ESBL positive bacteria were MDR bacteria. We compared the clinical symptoms between patients infected by MDR bacteria and those infected by non-MDR bacteria. The results listed in Table 5 suggested that MDR bacteria infection was significantly correlated with elder age (P=0.044), ICU admission (P=0.003), infection history within 2 years (P=0.033), and advanced Child-Pugh grade (P=0.034). Furthermore, the patients infected by MDR bacteria were more likely to undergo septic shock (P=0.000), inappropriate antibitics within 12h (P=0.000), and poor survival within 30 days (P=0.020) ( Table 5 ). In addition, survival analysis suggested that the patients infected by MDR bacteria had poor survival, compared with those infected by non-MDR bacteria (log rank test, P=0.020) ( Figure 1C ).
Risk factors for 30-day mortality in gramnegative bacterial bloodstream infection patients
Cox regression model was applied to evaluate the risk factors for 30-mortality of patients. Through the univariate analyses, the ICU admission, nosocomial infection, Child-Pugh grade, combined with liver failure, septic shock, complications, WBC, serum neutrophil, appropriate antibiotics within 12h and MDR bacteria infection were reported to be associated with 30- 
DISCUSSION
BSI is one of the serious complications of liver cirrhosis, with high morbidity and mortality rates. Compared with non-cirrhosis patients, the occurrence of BSI is significantly high in liver cirrhosis. The underlying mechanisms may refer to two pathophysiological conditions: dysregulated intestinal bacterial translocation and immune dysfunction caused by cirrhosis. Patients with liver cirrhosis exhibit slow peristalsis of intestine and congestion of the gastrointestinal tract, which create a suitable condition for growth of pathogens. Moreover, the surveillance function of liver against bacteria is weaken in the cirrhosis cases. The interaction between the two pathophysiological conditions may lead to excessive growth of intestinal flora, thus causing the occurrence of BSI. Although the managements of cirrhosis have been improved, the incidence rate of BSI is still high [19] . Once the infection and multiple complications such as septic shock occur, it will be followed by organ failures. Thus, timely and appropriate antibiotic treatment is important for improving quality of life and outcomes in cirrhosis patients combined with BSI. The present study was carried out to evaluate the etiology of gram-negative bacterial infection in cirrhosis patients, as well as the antibiotic sensitivity of their isolates, which might guide empirical therapy.
In the present study, 30-day mortality was used to measure the primary outcomes of liver cirrhosis patients and the general clinical characteristics were compared between survivors and no-survivors. The results revealed that various factors including Child-Pugh score, BSI data, age, and therapeutic regimens were different between survivors and non-survivors. Child-Pugh score as a liver disease specific score was widely used to predict long and short term survival in cirrhosis patients, even among those combined with infection [20] . However, it was reported that besides the general scoring systems, the infection severity should also be considered when predicting prognosis in liver cirrhosis patients presenting infection [21] . In this study, we found that in addition to Child-Pugh score, septic shock, complications, WBC and hospital-acquired BSI were also independently correlated with 30-day survival rate among cirrhosis patients infected by gram negative bacteria. The conclusion informed that both liver diseases and infection played important roles in prognosis of cirrhosis patients who presented gram negative bacterial infection. Therefore, a novel model, which could predict liver disease and infection, was urgently needed for prognosis analysis in the study population. The etiological distribution of cirrhosis patients was reported in a number of studies. In the study designed by Campillo et al., gram-negative and positive bacteria as well as Candida albicans are cultured from the specimens of hospital-acquired infection patients [22] . A study carried out by Bartoletti et al. reports that the major cause for BSI is gram-negative bacteria, followed by gram-positive bacteria and Candida albicans [23] . However, a specific study on gram negative bacterial infection is absent, Figure 1 : (A) Overall survival analysis for liver cirrhosis patients according to their susceptibility to piperacillin/ tazobactam. The results suggested that patients with drug resistance had a poor overall survival than those sensitive to piperacillin/ tazobactam (log rank test, P=0.000). (B) Survival curve for the study subjects according to their resistance to cefperazone/sulbactam. The curve showed that patients carrying cefperazone/sulbactam resistant pathogen underwent a lower survival rate than those carrying sensitive bacteria (log rank test, P=0.002). (C) Survival analysis for the cirrhosis cases infected by MDR. Analysis results demonstrated that the survival rate of liver cirrhosis cases infected by MDR bacteria was significantly low, compared with those infected by non-MDR bacteria (log rank test, P=0.020). www.impactjournals.com/oncotarget especially in China. In the current study, cirrhosis patients infected with gram negative bacteria were employed as study subjects. Results of analyses stated that Escherichia coli and Klebsiella pneumoniae were the major causes for gram-negative bacterial infection. The microbiological etiology was similar between survivors and non-survivors. The conclusions were consistent with the study performed by Bartoletti et al. [23] .
Nosocomial infection was proved to be a risk factor for short and long-term mortality in cirrhosis patients developing to BSI [24] . Bert et al. reported that the microbiological distribution and therapeutic complications were significantly different between nosocomial BSI and community-acquired BSI [18] . However, the therapeutic regimens were similar between nosocomial and community-acquired BSI, which might be responsible for the high mortality in hospital-acquired BSI patients. In the present study, we found that the cirrhosis patients with advanced Child-Pugh grade, presenting liver failure, high WBC and serum neutrophil, or having infection history less than 2 years were more likely develop to nosocomial BSI. Moreover, the nosocomial infection was observed to be correlated with high mortality and inappropriate antibiotic regimens within 12h. All these results implied that nosocomial infection could aggravate the disease progression of liver cirrhosis, thus leading to limited therapeutic efficacy and dismal clinical outcomes. In addition, the acquisition sites of infection was adopted to compare the bacterial distribution and drug sensitivity. The distributions of Klebsiella pneumoniae, Pseudomonas aeruginosa, Enterobacter cloacae, Acinetobacter baumanii, and Stenotrophomonas maltophilia were markedly different between nosocomial and communityacquired gram-negative BSI. Furthermore, cox regression analysis suggested that nosocomial infection was an independent biomarker for 30-mortality of the collected patients. All the related results revealed that acquisition sits of infection could influence the outcomes of cirrhosis patients combined with gram-negative bacterial infection. A study scheduled by Cheong et al. proved that the bacterial distribution and outcomes were obviously different between nosocomial and community infection, which was consistent with our findings [25] . They also have discovered that third-generation cephalosporins sensitivities in hospital-and community-acquired BSI were different. However, drug sensitivity analyses in the current study demonstrated that except for carbapenems, antibiotic sensitivities were similar between nosocomial and community-acquired infection. Various factors including different hospitals and study populations might contribute to the differences. Therefore, a multicenters study was needed to evaluate the effects of nosocomial infection in cirrhosis patients. Antibiotic management was crucially important for outcomes in cirrhosis patients combined with infection. Unfortunately, with the increasing drug resistant bacteria, anti-bacteria treatments became difficult [26] . In the current study, 36.61% isolates were MDR bacteria. MDR bacteria were frequently isolated from elder patients, ICU cases, and those diagnosed with advanced Child-Pugh grade. Furthermore, liver cirrhosis cases infected by MDR pathogens were more likely to undergo inappropriate antibiotic treatments and unsatisfactory clinical outcomes. Therefore, a better understanding of the antibiotic sensitivity is key for infection treatments. In the present study, the sensitivity of frequently-used antibiotics based on gram-negative bacteria isolated from the study population was compared, and the results demonstrated that the isolates showed high sensitivity to carbapenem, aminoglycoside, and β-lactamase inhibitor antibiotics. Compared with β-lactamase inhibitors antibiotics, the drug sensitivities of carbapenem and aminoglycosides were significantly high, while other antibiotics such as cephalosporins, quinolones exhibited low antibacterial activity. Aminoglycosides antibiotics were frequently used for the infection caused by aerobic gram negative bacteria, but the nephrotoxicity, ototoxicity and drug resistance might limit its wide use [27, 28] . At the present time, carbapenems represented a last line for treatments of multidrugs resisting gramnegative pathogens, which was often used in empirical therapy [29] . However, growing evidences had proved that the excessive use of carbapenems could promote the prevalence of carbapenems resistant pathogens [30, 31] . Thus, an effective antibiotic which could serve as carbapenems alternatives in treatment of infection was urgently needed. In this study, the β-lactamase inhibitor antibiotics showed a high antibacterial activity to gramnegative pathogens. A meta-analysis conducted by Shiber et al. have demonstrated that there were no difference in efficacy between β-lactamase inhibitors and carbapenms in treatment of infections. Moreover, no serious side effects were observed in β-lactamase inhibitor treatments [32] . All of the related data revealed that β-lactamase inhibitor antibiotics showed a high antibacterial activity without serious side effects, which might be the first choice for empirical treatments of gram-negative bacterial infection.
There were still several limitations in the current study. First, we only investigated the microbiological characteristics and clinical outcomes of gram-negative bacterial infection cases. However, growing evidences have suggested that the prevalence of the gram-positive bacteria like Staphylococcus exhibited obviously increased trend in BSI cases during the last 10 years, due to the increased application of invasive procedures and exogenous route of infection [33] . Therefore, it is necessary to collect more liver cirrhosis combined BSI cases to roundly investigate the microbiological etiology of BSI in Chinese population. Second, we did not investigate the pharmacodynamics characteristics of β-lactamase inhibitor antibiotics for treatment BSI in the current study. The conditions of liver cirrhosis patients developing BSI are often critical, and appropriate empirical treatments are pivotal for therapeutic effects. The study scheduled by Zelenitsky et al. reported that for ICU patients presenting infection, piperacillin-tazobactam 3.375 g every 6h, with prolonged infusion times of 0.5 h could significantly control infection condition [34] . Ambrose et al. found that for patients infected by E. coli, the optimal regimen of piperacillin-tazobactam was infusion with 3.375 g every 4 h, and 3.375 g every 6 h for K. pneumoniae infection [35] . The prolonged infusion is necessary for critically ill patients [36] . A retrospective cohort study carried out by Yost et al. indicated that extended-infusion of piperacillintazobactam could significantly improve the survival and lower the mortality among patients infected by gramnegative bacteria [37] . The administration experiences might provide guidance for application of β-lactamase inhibitor antibiotics in clinic. In addition, cox analysis was used to identify the risk factors of 30-day mortality among the study population. The clinical factors were detected when BSI onset. However, some of the parameters, such as WBC, complications, septic shock, might change during the disease progression, thereby causing bias to the final results. In a word, further investigations are still required to address the above issues.
In conclusion, Escherichia coli and Klebsiella pneumoniae are the prevalent isolates from gram-negative bacterial bloodstream infection episodes in cirrhosis patients. The clinical characteristics and etiological distribution may be influenced by the acquisition sites of infection. Nosocomial infection, Child-Pugh grade, septic shock, complications and WBC are independent biomarkers for 30-mortality in the study populations. β-lactamase inhibitor antibiotics show a high antibacterial activity, which may be widely used in empirical therapy.
MATERIALS AND METHODS
Study subjects
The present research was a retrospective cohort study. The patients who were hospitalized for liver cirrhosis and developed to gram-negative bacterial bloodstream infection in Beijing 302 hospital from October, 2010 to January, 2015 were recruited in our study. The present study was based on adult group and the patients aged over 16 were collected. In addition, the clinical information of recruited patients was extracted from the medical records, such as demographic data, hospitalization information, complications, BSI data, microbiological testing results, and laboratory data. In those patients who developed multiple BSIs during hospital duration, only the first episode was used for analysis. The current study was approved by the ethic committee of the hospital. All of the patients or their families signed the informed consents.
Data collection
Data were extracted from the clinical records of eligible patients using a standardized data form. The following information was collected: demographic characteristics (gender and age), hospitalization unit, cause of cirrhosis, Child-Pugh score, BSI data (history within 2 years, BSI source, days for hospitalization before BSI onset, initial symptoms, complications, septic shock), laboratory data (WBC, serum neutrophil), bacterial distributions, results of drug sensitivity test and empirical antibiotic regimens. The 30-day mortality was used to evaluate the primary outcomes of the patients.
Diagnosis criteria
The international classification of disease was employed to identify the diagnosis of cirrhosis and associated risk factors. The liver disease severity was confirmed by Child-Pugh score [38] . If the patients appeared one or more the following symptoms, the patients were considered to have an infection: while blood cells appearing in normally sterile body fluids; perforated viscus; pneumonia associated with purulent sputum demonstrated by radiographic imaging; some other symptoms caused by infection, such as ascending cholangitis [39] . Blood samples were collected each infected or seemingly infected case. Blood culture results of the patients were collected by following the standard operations. Gram-negative bacterial bloodstream infection was defined as the growth of any aerobic gram-negative bacteria in the blood culture. The patients who presented infection over 48h after admission to the hospital were defined as nosocomial infection. The center for disease control and prevention criteria were applied to confirm the primary source of BSI [40] . Whether SBP was a source of BSI was determined by the Fridman's criteria [41] . The therapy was considered to be appropriate if the used drug could inhibit the activity of isolated pathogens in vitro according to drug sensitivity test. The definition of MDR was according to Magiorakos et al [42] . If the isolates show non-susceptibility to at least one agent in three or more antimicrobial categories in vitro, the isolates were defined as MDR.
Statistical analysis
The continuous variables were presented as mean ± standard deviation (SD) and were compared by Student's t test. The categorical data were analyzed by chi-square test. The clinical characteristics of included patients were compared based on their survival status within 30 days after infection diagnosis, infection acquisition sites, as well as the extended-spectrum β-lactamase (ESBL) status of their cultures. In addition, we also compared the clinical symptoms between the patients infected by MDR bacteria and those infected by non-MDR bacteria. Survival curves were calculated according to Kaplan-Meier method with log rank test. Cox regression analysis was used to identify the risk factors and independent indicators for 30-day mortality of the study subjects. SPSS 18.0 software was used for all statistical analyses and P< 0.05 was considered as statistical significance in the present study.
